. Fluorescence intensity of bimane reports environmental polarity. Bimane conjugated to glutathione was dissolved in water (H 2 O), methanol (CH 3 OH), ethanol (CH 3 CH 2 OH), or isopropyl alcohol ((CH 3 ) 2 CHOH) and excited with light at a 370-nm wavelength. The fluorescence emission spectrum (from 435 to 485 nm) of the bimane dissolved in each solvent is shown. The background fluorescence from each solvent was subtracted. The fluorescence intensity of bimane increases as the polarity of the solvent decreases. Data are representative of three experiments. Figure S2 . THD induces altered 3 TMD topology in POPC/POPS nanodiscs. (A) Emission spectra of I721C-bimane POPC/POPS nanodiscs in the presence of increasing concentrations of THD. Fluorescence intensities were normalized to the maximum fluorescence intensity when no THD was present. wt, wild type. (B) The emission spectra of the same preparation of I721C-bimane POPC/POPS nanodiscs as in A were measured in the presence of increasing concentrations of THD(K322D-4E) mutant, in which lipid-binding basic residues in both F3 (Wegener et al., 2007) and F2 (Anthis et al., 2009) 
